[Abstract] The emetic subgroup of Bacillus cereus strains produces cereulide, a dodecadepsipeptide (1.2 kDa), which is the causative agent of food poisonings. Cereulide is synthesized by a nonribosomal peptide synthetase (NRPS), the Ces-NRPS (Ehling-Schulz et al., 2006). Cereulide is a cyclic and lipophilic potassium ionophor structurally related to the macrolide antibiotic valinomycin. Both substances act on mitochondria by depolarization and uncoupling of ATP synthesis, and this effect (mitochondrial swelling) is used to quantify cereulide in a HEp-2 cell based viability assay.
b. After 16 h, determine the cell count (CFU/ml) of the pre-culture with a counting chamber appropriate for bacteria (e.g. Helber counting chamber). Inoculate 100 ml LB in 500 ml baffled flask with 10 3 CFU/ml (approx. 1:10,000 dilution; i.e. add approx. 100 µl of 1:100 dilution of bacteria to 100 ml LB). Incubate at 30 °C, 150 rpm for 24 h. Shake plate to distribute proliferation reagent uniformly and incubate plate for 20 min at 37 °C in a 5% CO2 atmosphere.
l. Shake plate thoroughly and measure absorbance in a microplate reader at 450 nm. 
